Background: Detection of variants of uncertain significance (VUSs) in BRCA1 and BRCA2 genes poses relevant challenges for counseling and managing patients. VUS carriers should be managed similarly to probands with no BRCA1/2 variants detected, and predictive genetic testing in relatives is discouraged. However, miscomprehension of VUSs is common and can lead to inaccurate risk perception and biased decisions about prophylactic surgery. Therefore, efforts are needed to improve VUS evaluation and communication at an individual level.
INTRODUCTION
In recent years, the increasing requests for BRCA testing have led to increased identification of patients carrying Variants of Unknown Significance (VUSs) in these genes. Several international consortia have been established with the aim of classifying VUSs; since functional assays for BRCA1 and 2, unlike other genes, are of limited availability and accuracy, classification mainly relies on multifactorial analysis, which requires that a large amount of data from multiple families is collected (Goldgar et al., 2004; Spurdle et al., 2012) . This implies that a long time is frequently needed before a variant is conclusively classified. Therefore, in the Cancer Genetics Clinics, the detection of a VUS poses substantial challenges for counseling and managing patients. In fact, according to the widely adopted variants classification in 5 categories, class 3 VUS are those for which available evidence, if any, fails to significantly support either a pathogenic or a neutral significance (Plon et al., 2008; Lindor et al., 2012) . For carriers of variants falling in this category, the same management as for probands with no BRCA variants detected is recommended, and predictive genetic testing in relatives is discouraged (Plon et al., 2008; Lindor et al., 2012) . However, miscomprehension of VUS has been reported to be common among counselees and referring physicians (Richter et al., 2013) and several studies have consistently shown that risk perception is significantly greater in VUS carriers, if compared to patients with uninformative results, with a higher rate of prophylactic surgery undertaken or considered (Vos et al., 2011 (Vos et al., , 2012 Culver et al., 2013; Richter et al., 2013; Welsh et al., 2017) .
Therefore, the ongoing international initiatives aimed at classifying VUSs should be paralleled by efforts to improve VUSs interpretation and communication at an individual level.
In particular, aim of this study was to investigate whether cosegregation analysis, integrated with a careful review of available functional data and in silico predictions, may improve VUSs interpretation and counseling in individual families.
PATIENTS AND METHODS

BRCA1 and BRCA2 Testing
The Cancer Genetics Clinic in Bologna is one of the four Hubs of a Hub-and-Spoke Network established in 2012 in the EmiliaRomagna region (Northern Italy) with the aim of identifying and managing women at familial risk of breast and ovarian cancer.
In patients fulfilling criteria for BRCA testing according to the regional protocol (Servizio Sanità Pubblica and Regione EmiliaRomagna, 2016) , informed consent was collected and a venous blood sample drawn during a genetic counseling session.
Genomic DNA was extracted from peripheral blood leukocytes using standard techniques. Complete sequence analysis of BRCA1 and BRCA2 genes was performed through Next Generation Sequencing technology using ION Torrent TM Oncomine TM BRCA Research Assay (Life Technologies).
Manual libraries preparation was generated from 20 ng of DNA per sample according to the manufacturer's instructions with barcode incorporation. Templates for DNA libraries were prepared using the Ion Personal Genome Machine (PGM) Hi-Q View OT2 200 Kit (Life Technologies) on the Ion One Touch 2 according to the manufacturer's instructions. Sequencing of 24 samples multiplexed templates was performed using the Ion Torrent PGM on Ion 318 chips using the Ion PGM Hi-Q TM View Sequencing Kit (Life Technologies) according to the manufacturer's instructions. Data analysis was performed using Torrent Suite (5.6) applying Oncomine BRCA Research Germline workflow. Any variant (either pathogenic or of unknown significance) was confirmed by Sanger sequencing. Moreover, analysis of BRCA1 deletions/duplications was performed by Multiplex Ligation Probe Amplification (MLPA) using the P002 kit of MRC Holland (Amsterdam, Netherlands), and data were analyzed using Coffalyser.net software. Mutation nomenclature follows the general recommendations of the Human Genome Variation Society (HGVS): cDNA and protein numbering were based on the reference sequence ID NM_007294.3 and NM_000059.3, respectively.
Variant Classification
All variants were evaluated through the retrieval of information in the following public databases: UMD 
In silico Predictions
Potential cryptic splice sites and exonic splicing enhancers were investigated through Human Splicing Finder 7 , and ESEfinder 3.0 8 . The evaluation of conservation of BRCA1/2 amino acids and related probability of pathogenicity was assessed according to the multiple-sequence alignments available on the Align GVGD Website 9 (Tavtigian et al., 2006) .
Retrieval of Functional Data
The retrieval of results from functional assays for the VUS considered, if any, was made by querying the databases LOVD3 6 and UMD 1 , and the recent neXtProt Cancer variant portal
Cosegregation Analysis
The search for VUSs was extended to other relatives affected by BC or OC if they were available and consenting. As an alternative, when BC/OC clustering was observed in only one branch of the family, parental origin of the variant was defined by testing one or both parents, depending on their availability and willing. Quantitative cosegregation analysis was performed through the "Analyze my variant" website (Ranola and Shirts, 2017) , which uses three different statistical methods: full-likelihood method for Bayes factors (FLB) (Thompson et al., 2003) , co-segregation likelihood ratios (CSLR) (Mohammadi et al., 2009 ) and meiosis counting method (Jarvik and Browning, 2016) . 
RESULTS
BRCA Test Results
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BRCA1 BRCA2
Nucleotide change 
Cosegregation Analysis Segregation of 13 VUS was assessed in 11 families (three families carried two VUS, while one VUS was detected in two unrelated kindreds). All the families were of Italian ancestry. Details of the variants, including current classification, in silico predictions and cosegregation analysis results are reported in Table 3 . For 7 variants, cosegregation with the disease in the family was excluded; accordingly, cosegregation ratios in these families ranged from 0.0036 to 0.145.
Families Description
Pedigree 281-O-15 (Figure 1) The proband, a woman aged 50 at the time of counseling, had developed triple-negative breast cancer under the age of 40. Her mother had had surgery for high-grade ovarian cancer in her 50 s and the maternal grandmother was reported with possible ovarian cancer, as well. No significant history of cancer was reported in the father's side of the family. Genetic testing performed in another center had detected two BRCA1 variants in the proband: c.2522G>A and c.5152+2T>G. When she came to our center for a second opinion, we proposed to check the presence of the two variants in the mother: she was found to carry the c.5152+2T>G, not the c.2522G>A variant. This finding, besides supporting the hypothesis that the c.5152+2T>G variant, predicted to affect splicing, may be associated with cancer risk, excludes a role for c.2522G>A in cancer clustering in this family. Moreover, if c.5152+2T>G will be definitely classified as pathogenic in the future, the co-occurrence in-trans with c.2522G>A in our patient will provide evidence for conclusively classifying the latter (now class 2) as neutral. Its neutrality is supported by results of functional studies, as no splicing alterations was detected through the minigene assay (Anczuków et al., 2008) , and no difference was found, in comparison to wild-type BRCA1, on cisplatin response in a resazurin cell viability assay (Bouwman et al., 2013) . Pedigree 50-O-14 (Figure 2) The proband developed hormone-responsive breast cancer under the age of 40 and experienced multisite relapse few years later; her mother, who had undergone hysteroannessiectomy for unspecified reasons, had developed post-menopausal hormone-responsive breast cancer. The BRCA1 variant c.4223A>G was detected in the proband and then confirmed in her mother. This finding failed to provide any significant information on the clinical significance of the variant; however, the low prior probability of BRCA1 pathogenic variants and in silico predictions do not support its pathogenicity (Table 3) . No functional data were available for this variant. (Figure 3) The proband developed hormone-responsive breast cancer under age 35. Two paternal aunts had breast cancer diagnosed in their 40 s, with one developing contralateral breast cancer over 20 years later. Genetic testing performed in another center in the proband had detected the BRCA1 variant c.4895T>G and the BRCA2 variant c.5386G>T, both reported as class 3 in databases. When she came to our clinic with her mother for a second opinion, we proposed to check the parental origin of the variants by testing the mother, having clinical and family history negative for breast and ovarian cancer. The mother was found to carry both the variants, thus excluding a role for them in breast cancer clustering in the paternal side of the family; together with in silico predictions, cosegregation analysis supports the neutrality of both the variants. (Figure 4) The proband had hormoneresponsive breast cancer between 50 and 55 years of age. Her mother had developed ovarian cancer at the same age. BRCA testing in the proband led to the detection of the BRCA1 variant c.5509T>C. This variant was subsequently tested in the mother, who was found to carry it, as well. This variant is currently reported as class 5 in the UMD database (class 4 in ClinVar) and its pathogenicity is supported by A-GVGD (C65). Indeed, functional studies have shown this variant to be associated with a severe folding defect, demonstrated through both a proteasebased and a peptide-binding assay (Williams et al., 2003 (Williams et al., , 2004 . Therefore, it is confirmed to be pathogenic and to explain the aggregation of breast and ovarian cancer in the family.
Pedigree 191-O-15
Pedigree 357-O-17
Pedigree 146-O-15 ( Figure 5 ) The proband is an asymptomatic woman who requested an assessment of her breast and ovarian cancer risk due to a strong history of both malignancies in the maternal side of the family. Indeed, the mother, a maternal aunt and the maternal grandmother had died for ovarian cancer diagnosed between 44 and 65 years of age, the other maternal aunt had a triple-negative breast cancer in her 70 s. Based on her high prior probability of BRCA pathogenic variants (36.4-38.8% for BRCA1; 1.2-2.8% for BRCA2), she was eligible for genetic testing even though she was asymptomatic. Genetic analysis revealed the presence of two BRCA2 variants: c.476T>C and c.6290C>T. We proposed to test the father, who was found to carry both the variants. This allowed us to define that the variants were in-cis on the allele inherited from the father, thus excluding a role for them in the cancer aggregation in the mother's side. Together with in silico predictions, cosegregation analysis supports the neutrality of both the variants.
Pedigree 282-O-17 (Figure 6 ) The proband developed ductal in situ breast cancer under the age of 50 and experienced local relapse (ductal infiltrating carcinoma) some years later; her mother developed hormone-responsive cancer of her right breast in the 7th decade of life and contralateral breast cancer 10 years later. The BRCA2 variant c.1847T>G was detected in the proband and then confirmed in her mother. This finding failed to provide any significant information on the clinical significance of the variant. This finding failed to provide any significant information on the clinical significance of the variant; however, the low prior probability of BRCA2 pathogenic variants in the family and in silico predictions do not support its pathogenicity (Table 3) . No functional data were available for this variant.
Pedigree 368-O-17 (Figure 7) The proband developed hormone-responsive breast cancer around the age of 40. Her mother had breast cancer in her 60 s. Short after we saw the proband for the first counseling session, a half-sister (same mother), was diagnosed with post-menopausal breast cancer. The proband was found to carry the BRCA2 variant c.5635G>A, which was subsequently excluded in the affected half-sister. One year later, we had the opportunity to analyze also the mother, who tested negative for the variant, thus excluding a role for it in breast cancer clustering in this family. Although no functional data are available for this variant, cosegregation analysis and in silico predictions provide data against its pathogenicity.
Pedigree 275-O-14 (Figure 8) The proband developed triplenegative breast cancer in her 30 s. A paternal first-degree cousin was reported to have died for breast cancer diagnosed at a similar age. Genetic testing revealed the BRCA2 variant c.6290C>T. Through testing parents, we could define it had been inherited by the father. However, this finding fails to add relevant evidence on the significance of the variant, which in family 146-O-15 fails to cosegregate with the disease.
Pedigree 18-B-16 (Figure 9 ) The proband developed invasive lobular carcinoma around the age of 30. Her maternal grandfather died for pancreatic cancer and two sisters of him died for post-menopausal breast cancer. Genetic testing detected the BRCA2 variant c.7534C>T. When she came to our clinic with her father for post-test counseling, we proposed to check the parental origin of the variants by testing the father, whose clinical and family histories were negative for breast and ovarian cancer. The father was found to carry the variant, thus excluding a role for them in breast cancer clustering in the maternal side of the family. No functional data are available for this variant, however, cosegregation analysis and in silico predictions provide support against its pathogenicity.
Pedigree 418-O-17 (Figure 10) The proband is an asymptomatic 60-year-old woman who requested an assessment of her breast and ovarian cancer risk due to a history of both malignancies in her sisters. One of the sisters, affected with serous high grade ovarian carcinoma, had BRCA testing performed on cancer tissue in another center, with detection of the BRCA2 variant c.7975A>G. Allelic load in tumor tissue was 80% and the variant was subsequently demonstrated in the germline. In silico evaluations supported a pathogenic effect: the amino acid Arg2659, which is substituted by a Glycine residue as a result of the variant, locates in the helical domain just prior to the OB1, with residues in this region fully conserved across all species, including the relatively distant pufferfish, Tetraodon nigroviridis. Although c.7975A>G is not described in variant classification databases, other changes of the same amino acid have been classified as definitely pathogenic (class 5). Indeed, the nucleotide c.7975 is located in a consensus splice site and bioinformatic tool predicted splice site alteration. Consistently, both Arg2659Thr and Arg2659Lys have been demonstrated to induce exon 17 skipping in patients' lymphocytes, (Hofmann et al., 2003; Farrugia et al., 2008) . Moreover, allelic load in the tumor suggested Loss-Of-Heterozygosity, thus reinforcing the suspicion. Then, we proposed that the other affected sister, diagnosed with breast cancer in her 40 s, be tested for the variant. The sister was found to carry the variant as well. We then discussing with the proband about the added value of checking whether she carried the variant or not, and she consented to be tested. She tested negative for the variant, which provides additional support to the hypothesis of pathogenicity; as shown in Table 3 , cosegregation ratio in this family was ≥2 (2-2.63) with all the methods adopted, being the highest in the population under study.
Pedigree 115-O-13 (Figure 11 ) The proband developed breast cancer around the age of 40 and serous ovarian carcinoma 25 years later. Genetic testing revealed the BRCA2 variant c.8386C>T. This variant was subsequently checked in the niece, who had developed breast cancer in her 30 s and was demonstrated not to carry the VUS. This result excluded the variant as a predisposition factor shared by the two women. No functional data are available for this variant, however, cosegregation analysis and in silico predictions support its neutrality.
DISCUSSION
VUSs in BRCA genes are reported in 5-20% of patients undergoing genetic testing (Lindor et al., 2012; Eccles et al., 2015) . In line with those findings, we detected class 3 VUS in 6.3% of 1045 breast/ovarian cancer patients analyzed since 2011. Although VUSs are unanimously recognized as seriously challenging risk communication and perception, it is recommended that they are not used for predictive testing in other family members due to their uncertain clinical impact (Plon et al., 2008) . Consequently, in most cancer genetics clinics, cosegregation of the variant with cancer in the family is not offered. In addition, quantitative cosegregation analysis performed in a clinical setting is unlikely to provide data significant enough to help classifying a variant, unless it is found in multiple large-size families (Ranola et al., 2018) . Accordingly, in our experience, only for one VUS (1673delH in BRCA1), that had been found in 14 families (one very large), cosegregation analysis provided meaningful results to be incorporated in the multifactorial likelihood method, leading to a statistically significant ratio in favor of pathogenicity (Zuntini et al., 2017) . All the other VUS were found in 1-5 families each, with pedigree size and structure impairing the significance of a cosegregation analysis. Nevertheless, here we show that cosegregation analysis in selected families may help understand whether that variant may have played a role in cancer clustering in the specific kindred. Indeed, 7 out of 13 variants assessed failed to cosegregate with breast cancer in the family. Although this finding does not allow drawing any definite conclusion on the neutrality of the variant, it may promote a correct perception, by the counselees, about the scarce informativeness of that test result. In fact, many lines of evidence suggest that a VUS result is associated to higher levels of distress, anxiety and risk overestimation, if compared to true uninformative results (Vos et al., 2011 (Vos et al., , 2012 Culver et al., 2013; Richter et al., 2013) . Consistently, bilateral prophylactic mastectomy was performed in 39% of asymptomatic VUS carriers attending the Mayo Clinic; of notice, among the VUSs subsequently reclassified in their experience, 95% were benign (Welsh et al., 2017) . Probably, receiving a VUS result has an additive load to risk perception associated to family history: "I and many other women in my family have developed breast cancer AND I carry a BRCA variant: it is definitely genetic." Excluding that the variant is shared by the other cancer cases in the family is likely to remove a relevant factor of genetic risk overestimation. However, an argument against such a "clinical cosegregation" approach may be that whenever the variant cosegregates with the disease, the false perception that it is causative may be reinforced. Actually, in our sample, among 6 variants cosegregating with the disease, two had additional evidence from literature and in silico predictions supporting their pathogenicity. In cases like these, we think that integrating pieces of information regarding the potential pathogenicity of the variant with the specific family situation, where cosegregation further supports its predisposing role, makes the communication process more accurate. To evaluate the actual impact of cosegregation analysis on risk perception, we plan to perform in these patients a qualitative study, using the same methods recently adopted on a different patient sample (Godino et al., 2018) . Finally, it is noteworthy that besides providing information potentially helpful for counseling patients, obtaining cosegregation data and sharing them within the scientific community is crucial to gather significant evidence that may eventually contribute to classify VUSs.
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